. Molecular Weights and Extinction Coefficients for HD5………................… S16 Table S2 . Strains and Growth Conditions…………………………….…….................... S16 Table S3 . Mass Spectrometry for the Solid-Phase Peptide Synthesis of HD5………. S17 Table S6 . SV of HD5-CD at Different pH Values……………………………….............. S18 Table S7 . Sedimentation Coefficient Calculations using HYDROPRO….…................ S19 Table S8 . Initial SE Data Analysis: ln(c) versus r 2 …………………………..….............. S20 Table S9 . SE Data with HD5 ox and HD5-CD at pH 7.0…………………….................... S21 Table S10 . HPLC and LC/MS of 15 N-and 13 C, 15 N-Labeled Peptides.…..........……..… S21 Table S11 . NMR Statistics for 20 Lowest Energy Conformers of HD5-CD……….…... S22 Figure S1 . HPLC of SPPS Trials………………………………………………………...... S23 Figure S2 . HD5-CD Formation with GSH/GSSG Under Anaerobic Conditions………. S23 Isotopes (Cambridge, MA). All aqueous solutions, buffers, and NMR samples were prepared with Milli-Q water (18.2 MΩcm -1 ) that was passed through a 0.22-µm filter before use. HD5 was either overexpressed S1 as a His 6 -fusion peptide in E. coli BL21(DE3) or synthesized by Fmoc solid-phase peptide synthesis as described below. The His 6 -tag was cleaved and the reduced (HD5 red ) and oxidized (HD5 ox ) forms of the 32-residue native peptide were obtained and purified as previously described (Table S4 ). S1 Formation of HD5-CD is independent of the source (i.e. bacterial overexpression or synthetic) of peptide. 15 N-HD5 red and 13 C, 15 N-HD5 red were obtained following overexpression of the His 6 -fusion peptides in defined minimal media as previously described and the oxidized forms were obtained by oxidative folding as previously described. S2
General Instrumentation. Analytical and semi-preparative high-performance liquid chromatography (HPLC) were performed on an Agilent 1200 instrument equipped with a thermostated autosampler set at 4 °C and thermostated column compartment set at 20 °C, and a multi-wavelength detector set at 220 and 280 nm (500 nm reference wavelength made 25-mL glass reaction vessel outfitted with a medium porosity frit and a "T"-bore for N 2 gas bubbling was purchased from Chemglass Life Sciences and employed for all syntheses.
Fmoc Solid-Phase Peptide Synthesis of HD5 red . The solid-phase synthesis of HD5 was performed by employing procedure described for HD5 [Ser 5, 20 ] S1 with modifications to improve efficiency and the HD5 red yield as detailed below. Fmoc-deprotection was performed with 20% piperidine in DMF solution (3 x 5 min). All amino acids were coupled to the resin using Fmoc-amino acid (10 equiv) activated with HATU (10 equiv), HOAt (10 equiv), and DIPEA (20 equiv) except for Fmoc-Cys(Trt)-OH (4 equiv) and pseudoprolines (4 equiv). Each coupling reaction was agitated for 10-15 min at room temperature with N 2 bubbling. For coupling cysteine, Fmoc-Cys(Trt)-OH (4 equiv) was dissolved in a CH 2 Cl 2 /DMF (1:1) mixture containing HATU (4 equiv), HOAt (4 equiv) and TMP (4 equiv) as a mild base instead of DIPEA to minimize racemization. S4 Each amino acid was coupled at least twice. Residues identified as difficult to couple during trial syntheses were the Arg residues as well as Ser 15 , Glu 21 , Cys 30 and Cys 31 .
The major side products in initial syntheses were identified to be truncation peptides (ISGRLYRLCR, LSGVCEISGRLYRLCR) with a cysteine deletion at the C-terminus (Table S3 ).
After each coupling step, thorough washing of the resin with CH 2 Cl 2 was performed (3 x 3 min).
The capping of unreacted N-termini by 1-acetylimidazole was omitted. After coupling the last amino acid, the N-terminal Fmoc-group was removed and the resin was thoroughly washed with CH 2 Cl 2 (3 x 3 min). After drying the resin in vacuo, 20 mL of cold cleavage mixture, TFA/H 2 O/TIS/EDT (94:2.5:1:2.5), was added and reaction was agitated with N 2 bubbling for 3 h, and the cleavage mixture was drained and the filtrate collected. To the resin, another 15 mL of fresh cleavage mixture was added and reaction was agitated for 30 min. The filtrates were combined and concentrated under N 2 to a final volume of 5 mL. The crude peptide was precipitated from the cleavage mixture using 30 mL of pre-cooled diethyl ether (−20 °C). The resulting mixture was centrifuged (3500 rpm x 4 °C for 20 min) and the supernatant was removed. The pellet was then dissolved in 0.1 M acetic acid and acetonitrile mixture until fully dissolved and lyophilized to obtain the crude peptide. The synthesis on a 0.0345-mmol scale, following cleavage and global deprotection, afforded 80 mg of crude peptide (64% yield). The crude peptide was reduced with TCEP and purified by preparative HPLC (10-60% B over 30 S8 min, 10 mL/min) to obtain 19 mg (15% overall yield) of HD5 red . Representative HPLC traces are provided in Figure S1 . °C), and purified by preparative HPLC (10-45% B in 25 min). These conditions provide HD5-CD and HD5 ox as a 3:1 or 5:1 mixture starting from either HD5 red or HD5 ox , respectively.
Analytical

Analytical-Scale Oxidative Folding Assays in the Presence of Additives.
To determine the effect of cations on HD5-CD formation, analytical-scale folding assays were performed under anaerobic conditions at pH 7.4 in 75 mM HEPES buffer (Chelex-treated) containing 12 mM GSH and 0.48 mM (for HD5 red ) or 0.12 mM (for HD5 ox ) GSSG. Each additive was introduced at the start of the assay and the resulting mixtures were analyzed by HPLC after 48 h incubation at room temperature (vide supra). Samples containing either HD5 red (25 µM) or HD5 ox (25 µM) were prepared with the following concentrations of additive: NaCl, 0, 10, 50, and 100 mM; CaCl 2 , 0, 1, 5, and 10 mM; MgCl 2 , 0, 1, 5, and 10 mM. To study the effect of a denaturant on HD5-CD formation, solutions of HD5 red (25 µM) or HD5 ox (25 µM) were prepared S9 with buffers containing 0, 0.25, 0.50, 1.0, and 2.0 mM GuHCl. To determine the effect of HD5 concentration on HD5-CD formation, the same experiment was performed but the concentrations of HD5 ox and HD5 red were varied (5, 10, 25, 50, and 100 µM) and no additives were included.
Thiol Quantification Assays. Quantification of free thiol residues was performed by using 2,2′-dithiodipyridine (DTDP) and a GSH standard curve as described previously. S1 The final peptide concentrations were 2-4 µM for HD5 red or 6-7 µM for HD5 ox and HD5-CD.
Circular Dichroism Spectroscopy. Peptides were dissolved in 10 mM sodium phosphate buffer, pH 7.0 (20 µM, 280 µL) and placed in a 1-mm path-length quartz CD cell (Hellma). The CD spectra were collected at 25 °C scanning a 260-190 nm range at 1 nm intervals (5 s averaging time, three independent scans per wavelength). The data from the three scans were averaged and the buffer reference was subtracted. For experiments performed in the presence of 10 mM SDS, the peptide solution was prepared as above, a 2.8 µL aliquot of 1 M SDS was added, and the solutions were incubated for 1 h at room temperature (ca. 22 °C) prior to data acquisition.
Protease Susceptibility Assays.
To determine the relative susceptibility of HD5-CD, HD5 ox , and HD5 red to proteolysis by trypsin (Affymetrix), α-chymotrypsin (Worthington), and proteinase K (Worthington), 150-µL solutions of peptide (80 µM) were prepared at pH 8.0 (100 mM Tris-HCl, 20 mM CaCl 2 ). A 25-µL aliquot was removed for the no enzyme control. The assays were initiated by addition of protease (1 mg/mL) to afford final enzyme concentrations of 25 or µg/mL or 10 µg/mL. The reactions were gently mixed with a pipet, and incubated at room temperature. A 25-µL aliquot of each reaction was removed at t = 2, 5, 10, 30, and 60 min and quenched by addition of 5% TFA (10 µL). The samples were vortexed immediately, stored on ice, centrifuged (13,000 rpm x 10 min, 4 °C) to remove any precipitate, and analyzed by analytical HPLC (10-60% B over 30 min, 1 mL/min). For double-digest assays, 100-µL solutions of HD5-CD and HD5 ox were prepared (140 µM and 280 µM, respectively; 1 mg/mL) at pH 6.5
(100 mM Tris-HCl, 1 mM CaCl 2 ), and α-chymotrypsin and trypsin were added from 1 mg/mL S10 stock solutions to achieve 10 or 25 µg/mL of each protease. S5 The double digests were incubated at 37 °C for 60 h, quenched by addition of 5% TFA (aqueous), and prepared for analytical HPLC as described above.
Peptide Reduction Assays. The reduction of HD5-CD and HD5 ox to HD5 red by TCEP was examined at pH 8.2 (75 mM HEPES). The solutions (160 µL) contained 20 µM peptide and 0-150 mM TCEP. The solution pH was monitored after each TCEP addition and adjusted to 8.2 by drop-wise addition of 0.4 M NaHCO 3 . Following a 10-min incubation at room temperature, the solutions were acidified by addition of 10 µL of 5% TFA (aq), centrifuged (13 000 rpm x 10 min, 4 °C), and analyzed by HPLC (10-60% B over 30 min, 1 mL/min).
Midpoint Potential Determination. The midpoint potential (E m ) of HD5-CD was determined by following an established procedure. S6 In brief, buffers with known reduction potentials spanning the −260 to −360 mV range were prepared at pH 7.0 (75 mM HEPES) by using the reduced (DTT red ) and oxidized (DTT ox ) forms of dithiothreitol (DTT). HD5-CD (25 µM, 100 µL) was incubated in these buffers with gentle rocking for 48 h, and the resulting mixtures were acidified by addition of 5% aqueous TFA (10 µL) and analyzed by HPLC (10-60% B over 30 min, 1 mL/min; HD5-CD, 12.9 min retention time; HD5 red , 19.9 min retention time). The integrated HPLC peak areas were used to determine %HD5-CD at each redox potential and the reported E m value is the potential where the solution contained 50% HD5-CD as determined from a plot of %HD5-CD versus redox potential. The same experiment was performed over a 72 h period and the same product ratios were obtained.
Sedimentation Velocity Experiments. SV experiments were performed with a
Beckman XL-I Analytical Ultracentrifuge using an An-50 Ti rotor as previously described. S2 The rotor housed sample cells with quartz (absorption optics at 280 nm) windows and conventional double-sector charcoal-filled epon centerpieces. The samples were centrifuged at 42,000 rpm and 20 °C for 14 h. SEDNTERP S7 was employed to calculate the buffer viscosity (η), buffer density (ρ), and protein partial specific volume ( ) values at 20 °C based on database values (http://www.jphilo.mailway.com). Sedimentation coefficients were obtained by fitting the S11 sedimentation velocity data with the program DCDT+. S8,S9 The apparent sedimentation coefficient distribution, g(s*), was generated from 20-26 scans with a peak broadening limit of 40 kDa (Tables S5,S6 ).
All SV window assemblies were loaded with 410 µL of buffer reference and 400 µL of peptide sample. Starting from a lyophilized peptide, a concentrated stock solution of each peptide was prepared from a solution of 10 mM sodium phosphate (pH adjusted to 2.0 -8.0) that was filtered through a 0.45-µm membrane. Aliquots of the peptide stock solutions were diluted to 400 µL to provide the desired concentrations prior to loading the AUC sample cells. To determine the effect of peptide concentration on sedimentation, HD5-CD samples with concentrations of 40, 60, 90, 120 µM were prepared at pH 7.0 in 10 mM sodium phosphate buffer. To evaluate the consequences of pH on the sedimentation, samples of HD5-CD (20 µM)
were prepared in 10 mM sodium phosphate adjusted to pH 2.0, 4.0, 6.0, 7.0, and 8.0.
To estimate the sedimentation coefficients for HD5-CD, hydrodynamic modeling computations were performed with HYDROPRO S10 using the NMR solution structure reported in this work (PDB: 2MIT), the NMR solution structure of the HD5 ox monomer (PDB: 2LXZ), S2 and the X-ray crystal structure of the non-covalent HD5 ox dimer (PDB: 1ZMP). S11 All HYDROPRO calculations used the buffer density (ρ) and buffer viscosity (η) values for water at 20 °C, and a partial specific volume ( ) of 0.7094 mL g -1 for HD5 ox (Table S7) .
Sedimentation Equilibrium Experiments. The Beckman XL-I Analytical Ultracentrifuge
equipped with an An-50 Ti rotor was employed for all sedimentation equilibrium (SE) experiments. The absorption wavelength of 280 nm was used for optical detection at 20 °C.
Samples (400 µL) of HD5-CD were prepared in 10 mM sodium phosphate buffer at pH 7.0 (28, 46, 62 and 92 µM) as described above. Equilibrium profiles were established at rotor speeds of 25,000, 36,000, and 42,000 rpm based on sedimentation coefficients of ~1.2 S obtained from the SV experiments. S12 Upon confirmation of equilibrium establishment using WinMatch (http://www.biotech.uconn.edu/auf/?i=aufftp), 10 scans with 5 replicates were recorded.
S12
SEDNTERP was employed to calculate the buffer viscosity (η), buffer density (ρ), and protein partial specific volume ( ) values at 20 °C. Initial SE data analysis was performed by linear regression fitting of ln(c r ) and r 2 using the Lamm equation (eq. S1)
(eq. S1)
which describes the movement of a particle in a centrifugal field where c r is the concentration of the species at a certain radius (mg mL -1 ), r is the distance from the center of the rotor (cm), M is molecular weight (kDa), ρ is the buffer density (g mL -1 ), is partial specific volume (mL g -1 ), ω is the angular velocity (rad s -1 ), R is the universal gas constant (8.314 JK -1 mol -1 ), and T is the temperature (293 K). S13 This data treatment provides a first approximation of self-association mode (mono-versus poly-dispersity) and molecular weight (MW apparent ). fitting process were obtained and Monte-Carlo analysis (95% confidence level) was also performed to provide the observed non-linear regression fits (Table S9 ). on the Poisson Gap sampling method S15 and missing data points were reconstructed by using the istHMS algorithm. S16 The 3D HCCH-TOCSY and 2D X-edited NOESY experiments were collected with 40 ms and 200 ms mixing times, respectively. Spectral data were processed by using NMRPipe S17 and analyzed in CARA S18 and XEASY. S19
NMR Solution Structure Calculations and Refinement.
A semi-automated approach was applied for chemical shift assignment and initial NOE assignment using the PINE-NMR server S20 and the NOEASSIGN module of CYANA 3.0. S21 Backbone dihedral constraints were generated using the TALOS+ module. S22 The initial structure was refined manually to eliminate constraint violations. During the initial iterative structural calculations, explicit disulfide bonds were omitted and χ 1 angles were also excluded. X-PLOR was used for further refinement in which physical force field terms and explicit water solvent molecules were added to the experimental constraints. Table 2 lists the statistics for PROCHECK-NMR validation of the final S14 20 conformers. S23 These coordinates are deposited in the Protein Data Bank (code: 2MIT). The UCSF Chimera S24 package and PyMol S25 were employed for final graphical presentation.
Covalent disulfide bonding restraints for Cys 3 -Cys 31 , Cys 5 -Cys 20' , Cys 5' -Cys 20 , and Cys 10 -Cys 30 were included in the final structure calculations. The Cys 10 -Cys 30 bonds were confirmed from the 2D X-edited NOESY spectra as was previously done for HD5 ox . S2 Intercysteine NOEs from both the 13 C-edited/ 15 N, 13 C-filtered HSQC-NOESY ( Figure S12 ) and the 3D X-edited NOESY experiments confirmed the intermolecular disulfide bonding pattern for Cys 5 -Cys 20' and Cys 5' -Cys 20 . In combination with NOEs from the 2D X-edited NOESY experiments, the observed χ1 angles aided assignment of the intramolecular Cys 3 -Cys 31 bonds and completed the full assignment of the disulfide array within HD5-CD.
Antimicrobial Activity Assays Using a Micro-Drop Colony Forming Unit Method.
Frozen stocks (-80 °C) of bacterial strains were streaked onto TSB-dextrose agar plates and incubated overnight at 37 °C for all strains except Bacillus cereus which was grown at 30 °C. Candida albicans ATCC SC5314 were grown with shaking according to the conditions detailed in Table S2 . Each overnight culture was prepared by inoculating 5 mL of media housed in a sterile 14-mL polypropylene culture tube (VWR) with the desired bacterial or fungal strain. Each overnight culture was diluted 1:100 in 6 mL of fresh media in sterile 14-mL polypropylene culture tubes, and grown to mid-log phase (OD 600 0.5-0.6) with shaking. Each culture was then centrifuged (3500 rpm x 10 min, 4 °C) to pellet the bacterial cells. The supernatant was discarded and the cell pellet was resuspended in 5 mL of 1.1x AMA buffer (11 mM sodium phosphate buffer supplemented with 1.1% TSB minus dextrose (Becton Dickinson), pH 7.4; this solution provides 10 mM sodium phosphate buffer supplemented with 1% TSB for the AMA).
The cell suspension was centrifuged again (3500 rpm x 10 min, 4°C) and the supernatant S15 discarded. The pellet was resuspended in 4 mL of AMA buffer and further diluted with AMA buffer to obtain an OD 600 of 0.5 for E. coli, K. pneumoniae, L. monocytogenes, A. baumannii, P.
aeruginosa, and C. albicans, and an OD 600 of 0.6 for B. cereus and S. aureus. The bacterial suspensions were further diluted in AMA buffer according to the AMA dilution factors listed in Table S2 and used immediately.
Antimicrobial activity assays were performed in sterile polystyrene 96-well plates (Costar). Each well contained 10 µL of 10x sterile-filtered peptide stock (i.e., HD5 ox or HD5-CD prepared in Milli-Q water) or a no-peptide control. A 90-µL aliquot of the diluted bacterial culture was added to each well. The plate was covered and sealed with parafilm, and incubated for 1 h with shaking (37°C, 150 rpm for all strains except B. cereus, which was incubated at 30°C, 150 rpm). Immediately after the 1-h incubation, a 20-µL aliquot was taken from each well and diluted with 180 µL of AMA buffer (10 -1 dilution) in another sterile polystyrene 96-well plate. The resulting solution was pipetted up and down ten times for mixing. The solution was further diluted serially from 10 -2 to 10 -4 by removing 20 µL from the dilution and adding it to 180 µL of AMA buffer. A 5-µL aliquot of each dilution and an undiluted sample were spotted onto prewarmed TSA minus dextrose (Becton Dickinson) agar plates (VWR). The spots were allowed to dry, agar side up, for at least 30 min prior to being inverted and incubated (37°C for all strains except B. cereus, which was incubated at 30°C) for 13-15 h. The number of colony forming units (CFU) obtained for each species and peptide treatment was determined by colony counting. All assays were plated in triplicate in three independent trials. The resulting averages and standard deviations are reported. S16 The AMA dilution factor indicates the dilution of each mid-log phase culture employed in the antimicrobial activity assays. a All data were analyzed by fitting -dc/dt data with the end of each cell set to 6.90 cm, using 12-22 scans with ~30-40 kDa peak broadening, and fitting from 0.15-3.5 S. All samples were prepared at pH 7.0 in 10 mM sodium phosphate buffer, 20 °C. Sedimentation coefficients are s 20,w values, adjusted with = 0.7094 mL/g at 20 °C, solvent density (ρ) of 0.99967 g/mL, and a solvent viscosity (η) of 1.0061 cP. Viscosity units are in centipoise (cP) (1 Poise = 1 g ⋅ cm -1 ⋅ s -1 ). Sedimentation coefficients are in Svedbergs (1 Svedberg = 100 fs = 1 x 10 -13 s). Diffusion coefficients correspond to the best-fit molecular mass in Fick units (1 Fick = 1 x 10 -7 cm 2 /s). a All data were analyzed by fitting -dc/dt data with the end of each cell set to 6.90 cm, using 12-22 scans with ~30-40 kDa peak broadening, and fitting from 0.15-3.5 S. All samples were prepared at in 10 mM sodium phosphate, 20 °C, and the indicated pH was achieved by addition of 1 M HCl. Sedimentation coefficients are s 20,w values, adjusted with = 0.7094 mL/g at 20 °C, solvent density (ρ) of 0.99967 g/mL, and a solvent viscosity (η) of 1.0061 cP. Viscosity units are in centipoise (cP) (1 Poise = 1 g ⋅ cm -1 ⋅ s -1 ). Sedimentation coefficients are in Svedbergs (1 Svedberg = 100 fs = 1 x 10 -13 s). Diffusion coefficients correspond to the best-fit molecular mass in Fick units (1 Fick = 1 x 10 -7 cm 2 /s). Figure S1 . Fmoc solid-phase peptide synthesis of HD5. (A) Example HPLC trace from the crude reaction. LC/MS analysis for peaks 1-3 is provided in Table S3 . (B) Purified HD5 red and HD5 ox obtained from the solid-phase peptide synthesis. All chromatograms (220 nm absorbance) were obtained using a solvent gradient of 10-60% B over 30 min at 1 mL/min. The HD5-CD concentration was 20 µM and pH was adjusted to 2.0 (purple), 4.0 (red), and 6.0 (black). In both data sets, the dots are the -dc/dt data measured using UV absorbance at 280 nm and the lines are the single Gaussian fits. These data yielded a sedimentation coefficient of ca. 1.2 S for all peptide concentrations, which supports a single sedimenting species of ca. 7.4 kDa (Tables S5,S6 ). Figure S13 . Identification of the intermolecular disulfide bonds. The 2D 13 C-edited/ 15 N, 13 Cfiltered HSQC-NOESY spectrum identifies intermolecular disulfide bond between Cys 5 and Cys 20 ' and supports molecular symmetry. (A) Diagonal NOEs, originating from 1 H directly bonded to 13 C, will produce two resonances (black) separated from the chemical shift value by the J CH constant (light blue). (B) Intermolecular NOEs (magenta), resulting from 1 H directly bonded to 12 C, will be distinct from diagonal NOEs (black) because they produce only a single resonance at the chemical shift. (C) Overlay of strips from 2D 13 C-edited/ 15 N, 13 C-filtered HSQC-NOESY spectra collected with (magenta), and without (black), a NOE mixing period. Ile 22 Hγ2 and Hδ produce NOEs to their symmetric mates (Ile 22' Hγ2 and Hδ) on the opposite protomer. (D) Overlay of strips from 2D 13 C-edited/ 15 N, 13 C-filtered HSQC-NOESY spectra collected with (magenta), and without (black), a NOE mixing period discern intermolecular disulfide bridges between Cys 5 -Cys 20 ' and Cys 5 '-Cys 20 . Figure S15 . Overlay of the HD5-CD solution structure with structures of HD5 ox . Each monomer of HD5-CD exhibits tertiary structure that is similar to that of HD5 ox . (A) . A protomer from the HD5-CD structure (blue, PDB ID 2MIT) overlays with a protomer from the HD5 ox dimeric crystal structure (green with disulfides shown, PDB ID 1ZMP) S11 with a Cα RMSD = 1.36 Å. (B) The tertiary structure of HD5 ox determined by solution NMR (magenta with disulfides shown, PDB ID 2LXZ) S2 aligns with a protomer of the HD5-CD (blue with disulfides shown, PDB ID 2MIT) structure with a Cα RMSD = 1.46 Å. Figure S16 . HD5-CD exhibits a unique fold. Following structural alignment using the PDBefold server, S27 the HD5-CD β-barrel-like core is found to most closely match proteins classified as βsandwich structures. (A) HD5-CD (light blue) aligns with the PKD domain from the glycoprotein polycystine-1 (green, PDB ID 1B4R) S28 Figure S19 . Double-digest protease degradation assays monitored by HPLC (100 mM Tris-HCl, 1 mM CaCl 2 , pH 6.5). (A) Treatment of HD5 ox with a protease mixture containing 1:1(w/w) trypsin and chymotrypsin (10 or 25 µg/mL) affords proteolysis at 37 o C. S5 (B) Treatment of HD5-CD with the same protease mixtures affords no proteolysis at 37 o C. In each panel, "No protease" indicates a no-protease control and confirms the stability of the peptide in the absence of enzyme (t = 60 h, 37 o C). All chromatograms (220 nm absorbance) were obtained using a solvent gradient of 10-60% B over 30 min at 1 mL/min. Figure S20 . Peptide reduction assays employing TCEP at pH 8.2. (A) Reduction of HD5 ox (15.1 min) to HD5 red (19.9 min) following a 10-min incubation with TCEP. (B) Reduction of HD5-CD to HD5 red following a 10-min incubation with TCEP. Reduction of HD5 ox is more facile than for HD5-CD. All chromatograms (220 nm absorbance) were obtained using a solvent gradient of 10-60% B over 30 min at 1 mL/min. Analytical HPLC traces of HD5-CD after incubation and equilibrium establishment in redox buffers. All chromatograms (220 nm absorbance) were obtained using a solvent gradient of 10-60% B over 30 min at 1 mL/min. Peaks at ca. 7 and 10 min are DTT and DTT ox , respectively. (B) The observed HD5-CD midpoint potential of -309 mV was determined by graphical analysis and indicates that HD5-CD is less susceptible to reduction than HD5 ox (E m = -257 mV) .S6 Figure S22 . Stability of HD5-CD under the antimicrobial activity assay conditions and in the presence of select bacterial species monitored by HPLC. The peak at 12.4 min is from the AMA buffer. There is no change in the HD5-CD peak following incubation in the AMA buffer for 1 h at 37 o C in the absence or presence of bacteria. All chromatograms (220 nm absorbance) were obtained using a solvent gradient of 10-60% B over 30 min at 1 mL/min. 
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